It has been shown that a complex (MA : Ehr. RNA) consisting of a RNA fraction (Ehr. RNA) isolated from Ehrlich ascites tumor cells and of methylated bovine serum albumin (MA) inhibits markedly the growth of the cells in vivo.1>,2) when MA : Ehr. RNA had been injected intraperitoneally at certain intervals to mice after being inoculated with Ehrlich cells, the incidence of tumors was considerably reduced and about two third of the treated mice were not taken ill. The mice rescued from incidence of the tumor showed a strong resistance against the reinoculation of the same tumor. Hence, it is inferred that an anti-tumor factor might have been elicited in the surviving mice.
Other experiment showed that, when the mice had been injected intraperitoneally with tumor cells attenuated by MA : Ehr. RNAtreatment prior to the inoculation of tumors, the anti-tumor factor might have been produced in the bodies of the mice.3> The present studies were undertaken in order to accomplish a complete inhibition of the tumor. Experimentals. 1) Reinoculation and 3rd inoculation of mice rescued from the incidence o f tumors.
Mice rescued from the incidence of tumors by means of MA Ehr. RNA pretreatment were inoculated one year after the challenge inoculation with tumor cells, according to classes shown in Table I . The results obtained were as given also in the table, namely, although there is a considerable chasm in the tumor incidence of groups, responding to the amounts of inoculated cells, the mice definitely were not taken ill or survived longer than those of control.
Then, the 3rd inoculation was given 78 days after the 2nd inoculation to the mice rescued in the 2nd inoculation.
However, in this case no mice developed any tumors.
2) An adequate procedure for the inhibition to propagation o f Ehrlich ascites tumor cells by means o f MA : Ehr. RNA-treatment.
As seen from the results reported recently,3> few of the mice injected with Ehrlich cells attenuated by MA : Ehr. RNA-treatment, developed tumors during the course of the treatment.
Nevertheless, all of the rescued mice did not develop tumors in the challenge inoculation. Therefore, in the first place conditions of the attenuation were scrutinized.
Namely, Ehrlich ascites tumorr cells (105) were mixed with MA : Ehr. RNA suspension (0.1 ml) of several different concentrations respectively.
The mixtures were incubated at 25°C for 20 min. under occasionally shaking and then were injected intraperitoneally in mice of each group.
In 20 days after the injection, the challenge inoculation was given.
The attenuation of Ehrlich cells applied to the K group might have been too mild and consequently the mean survival day of the mice was almost same as that of control.
On the other hand, 7 of 9 animals belonging to the I group and all of the J [Vol. 45, group did not develop tumors after the challenge inoculation ( Fig. 1 ). Hence, it is implied that Ehrlich cells must be attenuated in a stronger way than that applied to the I group in order to inhibit the tumor incidence by such pretreatment and that the pretreatment must be tried repeatedly to enhance the induction of the anti-tumor factor.
As a next approach, 10~ of Ehrlich cells and 6 mg of MA : Ehr . RNA (2.77 :1 by weight) were mixed at 25°C and were inoculated after incubating for 5 min, at the same temperature.
On the 10th day after the 1st pretreatment, the 2nd pretreatment was performed. This pretreatment was the same as the 1st. While all of the control mice developed tumors and died, none of the treated mice were taken ill. All of these survivors which had received the challenge inoculation 10 days after the 2nd pretreatment survived without any sign of tumor growth.
Finally, the conditions tried out for the attenuation of Ehrlich cells by means of MA : Ehr. RNA-treatment are summarized in Table II From these results, it can be considered that the milder the cell was attenuated, to the extent that the mice were not taken ill, the higher the effect became in the challenge inoculation.
As a consequence, if mice are inoculated several times with the cells which have been appropriately attenuated so that they do not develop tumors by the pretreatment, the mice will produce an antitumor factor enough to inhibit the tumor development.
In the D group, Ehrlich cells (10~) and 6 mg of MA : Ehr. RNA were mixed at 5°C and then the mixture was immediately injected into the abdominal cavity of mice. Some of the mice of the D group developed tumors in the 1st treatment, while all of the L group incubated at 25°C for 5 min., survived without any sign of tumor growth in the treatment and also in the challenge inoculation. Therefore, as to the experiment of the L group, it was able to prevent completely the tumor incidence.
However, for the adequate attenuating condition, it seems to be required a strict and limited condition as illustrated in Fig. 2 In the present status, therefore, the character of the anti-tumor factor remains to be described, but there is a strong probability that it may be an interferon.
